Streptomycin dependence leads to various physiological alterations in microorganisms (Spotts and Stanier, 1961) . Much affected is the macromolecular composition of the cell; e.g., the ribonucleic acid (RNA) content of a dependent Escherichia coli mutant increases, whereas its protein content decreases in the absence of streptomycin, leading to a marked imbalance between the two (Spotts, 1962 Media and growth conditions. Nutrient broth (pH 7.0) and agar medium supplemented with 2% (w/v) glycerol and 0.2% (w/v) yeast extract (Difco) with or without graded doses of streptomycin sulfate were used throughout. Growth was studied in 100-ml conical flasks, containing 20 ml of liquid medium, incubated on a rotary shaker at room temperature (30 C). In experiments on deprived growth, cells were harvested after 48 hr, when they were in the exponential phase of growth, by centrifugation in the cold at 3,000 X g for 30 min. They were washed free from streptomycin with ice-cold 0.01 M phosphate buffer (pH 7.2; Spotts, 1962) three times and then resuspended in fresh medium of the same composition but without streptomycin.
Streptomycin dependence leads to various physiological alterations in microorganisms (Spotts and Stanier, 1961) . Much affected is the macromolecular composition of the cell; e.g., the ribonucleic acid (RNA) content of a dependent Escherichia coli mutant increases, whereas its protein content decreases in the absence of streptomycin, leading to a marked imbalance between the two (Spotts, 1962) . The synthesis of some enzymes is either arrested or decreased in rate. It was reported previously that RNA of high molecular weight may not be involved in the production of mycobacillin, an extracellular cyclic polypeptide antifungal antibiotic, by Bacillus subtilis (Banerjee and Bose, 1964) . In this communication, the effect of streptomycin dependence on the formation of this peptide antibiotic is presented.
MATERIALS AND MEnHODS
Strains. Bacillus subtilts B, , originally isolated in this laboratory, is capable of producing mycobacillin (Majumdar and Bose, 1958) . B. subtilis B,538, a streptomycin-requiring one-step mutant was obtained from the parent strain B3. Cells of sensitive parent strain B, were plated on agar medium containing graded concentrations of streptomycin and were incubated for 48 hr. Visible colonies appeared in the plate containing less than 20 gg/ml of streptomycin. Colonies were randomly selected and subcultured in streptomycin-free medium. One among these isolates was found to be a streptomycin-dependent mutant. Its reversion frequency to prototrophy is 1 in 108.
Media and growth conditions. Nutrient broth (pH 7.0) and agar medium supplemented with 2% (w/v) glycerol and 0.2% (w/v) yeast extract (Difco) with or without graded doses of streptomycin sulfate were used throughout. Growth was studied in 100-ml conical flasks, containing 20 ml of liquid medium, incubated on a rotary shaker at room temperature (30 C). In experiments on deprived growth, cells were harvested after 48 hr, when they were in the exponential phase of growth, by centrifugation in the cold at 3,000 X g for 30 min. They were washed free from streptomycin with ice-cold 0.01 M phosphate buffer (pH 7.2; Spotts, 1962) three times and then resuspended in fresh medium of the same composition but without streptomycin.
Assays. Mycobacillin was assayed as described previously (Banerjee and Bose, 1964) . Protein was estimated by the method of Lowry et al. (1951) . Growth was measured in a Coleman Junior spectrophotometer at 660 mg. Distribution of mycobacillin between the streptomycin-dependent mutant cell and fermented broth was studied also, as described previously (Banerjee and Bose, 1964 Fig. 1 and 2) . With suboptimal concentrations, / growth is a linear function of the concentration E of streptomycin, but this linearity is not main-/ tained as the concentration is increased beyond o the optimal requirement; in fact, streptomycin inhibits growth of the dependent strain above the o concentration of 50 ,g/ml. In the case of a 0°3 dependent E. coli mutant, it was observed by S Spotts (1962) (Spotts, 1962 that streptomycin inhibits protein synthesis by interfering with the normal functioning of RNA (Erdos and Ullmann, 1959; Speyer, Lengyel, and Basilio, 1962; White and Flaks, 1962) . The effect of streptomycin on mycobacillin synthesis was, therefore, investigated in this context. As it was not possible to work with the normal parent because of its sensitivity to streptomycin, a one-step streptomycin-dependent mutant was isolated which had normal mycobacillin production in the presence of streptomycin. It may, however, be pointed out that in the case of the wild strain there is a lag between growth and mycobacillin production, which in the case of the mutant is considerably reduced. Available data do not permit us to explain this differential behavior. In the case of cells previously grown in the presence of streptomycin but subsequently deprived of it, mycobacillin production remains quite normal, although protein synthesis is seriously impaired. This noninterference of streptomycin dependence may, therefore, be taken as a further evidence in support of the previous conclusion that ribosomes do not directly influence mycobacillin biosynthesis.
